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Cucumber mosaic virus (CMV), generated from biologically active cDNA clones of Fny-CMV RNA 1 plus 2 and Sny-CMV RNA
3, derived from the Fny-and Sny-strains of CMV, was able to infect tobacco but not squash plants systemically. In squash, viral
RNA, movement protein, and coat protein all accumulated in the inoculated cotyledons. The lack of systemic infection was
associated with a reduced rate of cell-to-cell movement within the cotyledons. The restricted movement mapped to two sequence
changes in the codons of amino acids 51 and 240 of the Sny-CMV 3a gene. These same sequence changes previously were
shown to be associated with high levels of 3a protein accumulation and chronic vs acute, cyclic infection typical of Sny-CMV
vs Fny-CMV [Gal-On et al. (1996). Virology 226, 354–361]. Fny-CMV, mutated in the codons of 3a gene amino acids 51 and 240,
was still able to infect several solanaceous hosts (tobacco, tomato, and pepper) systemically, but did not elicit a typical CMV
systemic infection on any of several cucurbit hosts (cucumber, melon, or squash). The significance of the location of amino acid
positions 51 and 240 in the 3a movement protein is discussed. q 1997 Academic Press
INTRODUCTION other two members of the cucumovirus genus, tomato
aspermy virus (TAV) and peanut stunt virus, do not infect
Although cucumber mosaic virus (CMV) was first de- cucurbit species (Kaper and Waterworth, 1981), although
scribed as a disease in cucurbit hosts (Doolittle, 1916; they too contain 2b genes (Ding et al., 1994).
Jagger, 1916), the collective host range for numerous In the case of TAV, one strain of which can replicate
CMV strains of over 865 species in 85 families (Douine and translocate in cucumber cotyledons, but cannot in-
et al., 1979) gives this member of the family Bromoviridae fect the plant systemically, the CP gene was shown to
a rather unique status. As is the case for other members contain a determinant for restriction of the long-distance
of the Bromoviridae, CMV particles contain three geno- movement of the virus (Taliansky and Garcia-Arenal,
mic RNAs (RNAs 1–3) and one subgenomic RNA derived 1995). Similarly, inhibition of long-distance movement of
from RNA 3 (RNA 4) that are packaged into particles one strain of CMV in squash (but not in cucumber) was
containing RNA 1, RNA 2, or RNAs 3 plus 4 (Peden and mapped to the CP gene of CMV (Shintaku and Palukaitis,
Symons, 1973; Habili and Francki, 1974a). RNAs 1 and 1990), and sequences affecting the rate of long-distance
2 encode the 1a and 2a proteins, both of which are in- movement in zucchini squash were mapped to CMV RNA
volved in virus replication (Hayes and Buck, 1990), while 1 (Roossinck and Palukaitis, 1990; Gal-On et al., 1994).
RNA 3 encodes the 3a movement protein (MP) (Suzuki Therefore, more than one gene product is involved in
et al., 1991; Kaplan et al., 1995) and the 3b or coat protein regulating long-distance movement in specific cucurbit
(CP), expressed from RNA 4 (Habili and Francki, 1974b; species.
Schwinghamer and Symons, 1975). Unlike other mem- Recently, we described the mapping of two pheno-
bers of the Bromoviridae, the three members of the genus types associated with infection of tobacco by the Sny-
Cucumovirus also contain a second gene on RNA 2 (2b), strain of CMV: Both a 25- to 50-fold increase in the accu-
expressed from the subgenomic RNA 4A (Ding et al., mulation of MP and increased distribution of virus in
1994). The 2b gene has been implicated in long-distance different leaves during chronic infection were attributable
movement in cucumber and has been proposed to be a to nucleotide changes in the codons of two amino acids
host-range broadening factor (Ding et al., 1995a). The in the MP, at positions 51 and 240 (Gal-On et al., 1996).
Here, we show that these same specific sequence
changes in the 3a gene encoding the MP also regulate1 To whom correspondence and reprint requests should be ad-
interactions that affect long-distance movement in cucur-dressed at current address: Department of Virology, Scottish Crop Re-
search Institute, Invergowrie, Dundee DD2 5DA, Scotland. bit hosts.
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MATERIALS AND METHODS tween pFny309 and pSny3a, by ligating the SalI–PstI
fragment of pFny309 (containing the CP gene and 3*
Plant virus strains, chimeric viruses, mutants, and nontranslated region) into pSny3a digested with the
inoculation same two enzymes.
Tobacco (Nicotiana tabacum cv. Turkish Samsun NN)
Leaf-press blottingplants were inoculated with CMV RNAs transcribed from
biologically active cDNA clones of Fny-CMV RNA 1 Squash cotyledons, inoculated on their upper surface,
(pFny109), Fny-CMV RNA 2 (pFny209), and either Fny- were detached at 5 or 9 days p.i., the lower epidermis
CMV RNA 3 (pFny309), Sny-CMV RNA 3 (pSny3), or vari- was removed and the cotyledons were press-blotted to
ous Fny/Sny-CMV RNA 3 chimeras and mutants (Gal-On nitrocellulose membranes, all as previously described
et al., 1996). The plants were inoculated and maintained (Gal-On et al., 1994). The nitrocellulose blots of the cotyle-
as previously described (Zhang et al., 1994). The chimeric dons were probed either with antisera to the CP or with
and mutant cDNAs (Fig. 1) were generated as previously 32P-RNA complementary to the 3* end of each CMV RNA,
described (Gal-On et al., 1996). Virus, isolated from in- as in Gal-On et al. (1994).
fected tobacco (Palukaitis et al., 1992), was inoculated
to tobacco as well as some or all of the following hosts: RESULTS
bell pepper (Capsicum annum cv. Maor), cucumber (Cu-
Sequences within Sny-CMV RNA 3 affect systemiccumis sativis cv. Bet Alpha), melon (Cucumis melo cv.
infection in squashArava), Nicotiana glutinosa, tomato (Lycopersicon escu-
lentum cv. Marmande), and zucchini squash (Cucurbita
A pseudorecombinant previously constructed between
pepo cv. Ma´yan and cv. Black Beauty).
RNA transcripts of cDNA clones pFny109, pFny209, and
pSny3, corresponding to RNAs 1 and 2 of the Fny-strainExtraction and analysis of viral RNAs and proteins
of CMV and RNA 3 of the Sny-strain of CMV, respectively,from infected squash plants
was able to infect tobacco plants systemically as effi-
The inoculated cotyledon and newly developing (asymp- ciently as when all three viral RNAs originated from Sny-
tomatic) leaves were harvested and RNA and protein were CMV (Gal-On et al., 1995, 1996). However, this pseudore-
extracted at 7 days postinoculation (p.i.). RNAs were ex- combinant, designated FFS-CMV, was unable to infect
tracted, recovered, and analyzed by Northern blot hybridiza- squash plants systemically (Figs. 1 and 2). The inability
tion using a 32P-labeled RNA probe complementary to the to engender a systemic infection occurred whether tran-
3*-terminal 200 nt of Fny-CMV RNA 3, but which hybridizes scripts derived from cDNA clones were used as the inoc-
to each of the CMV RNAs, as previously described (Gal- ulum or virus of the pseudorecombinant FFS-CMV, puri-
On et al., 1994). The proteins were extracted, fractionated fied from infected tobacco plants, was used to inoculate
by SDS–PAGE, electroblotted to nitrocellulose membranes, squash cotyledons. In both cases, however, there were
and analyzed for the presence of MP and CP by immuno- irregular shaped lesions on the inoculated cotyledons
probing with antiserum to the 3a MP and to the CP, as (not shown). RNA blot hybridization of total nucleic acids
previously described (Gal-On et al., 1994; Kaplan et al., extracted 7 days p.i. from the inoculated squash plants
1995). The proteins were detected using a secondary anti- showed the presence of viral RNA of the pseudorecombi-
body and chromogenic reagents. nant FFS-CMV in the inoculated cotyledons at levels simi-
lar to that of Fny-CMV, but no viral RNA was detected in
Construction of pSny3a and pSF3a the symptomless upper leaves (Fig. 2A). Similar observa-
tions were made (Fig. 2B) probing protein blots with anti-Sny-CMV RNA extracted from virions isolated from in-
sera to the 3a MP or the CP; i.e., neither MP nor CP wasfected squash (cv. Black Beauty) plants was used as a
detected in the upper leaves of squash plants inoculatedtemplate for the reverse transcriptase-polymerase chain
with FFS-CMV, while both proteins were detected in thereaction (RT-PCR), as described by Gal-On et al. (1996),
inoculated cotyledons at levels comparable to those ofexcept that the first-strand cDNA and subsequent down-
Fny-CMV. Thus, restriction of infection to the cotyledonsstream PCR primer (5*-CTACAGCGTTCACTCCC-3*) was
was not due to an inability to produce or accumulatecomplementary to Fny-CMV RNA 3 sequences 1434–
viral RNA, MP, or CP in the cotyledons. These data also1450. After digestion of the RT-PCR products with BamHI
showed that cell-to-cell movement was occurring in theand SalI, the BamH1– SalI fragment was ligated into
cotyledons.pUC18 and transformed into Escherichia coli DH5a cells,
as described by Sambrook et al. (1989). This cDNA, cor- Sny-CMV 3a gene sequences restrict infection in
responding to the 5* 1299 nt of Sny-CMV RNA 3 and squash
containing a T7 promoter built into the upstream primer
used for the PCR, was designated pSny3a. To determine whether the restriction of infection to the
cotyledons was controlled by differences between eitherA chimera designated pSF3a was constructed be-
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could infect squash plants systemically (Fig. 1). There-
fore, Sny-CMV-specific sequences at neither positions
51 and 170 nor 240 alone resulted in the phenotype of
restricted infection in squash.
Squash plants inoculated with viruses containing both
reciprocal chimeras between pFny309 and pSny3,
formed at the XmnI site (corresponding to amino acid 98
of the MP), also were infected systemically (Fig. 1). Thus,
Sny-CMV-specific sequences at neither amino acid 51
nor the combination 170 and 240 resulted in the re-
stricted movement phenotype. This suggested that se-
quences encoding either positions 51 and 240 or all three
positions (amino acids 51, 170, and 240) were involved
in the phenotype.
Since the wild-type Sny-CMV was isolated from melon
plants, and recent virus preparations still retained the
ability to infect squash (Gal-On et al., 1994, 1995), as did
preudorecombinants containing Sny-CMV RNA 3 derived
from gel-purified RNAs (Roossinck and Palukaitis, 1990),
we assumed that the cDNA clone of Sny-CMV RNA 3
(isolated from infected tobacco), pSny3, represented a
FIG. 1. Systemic infectivity on squash of CMV containing various RNA
3 variants and chimeras. Fny-CMV RNAs 1 and 2 were combined with
transcripts of cDNA clones containing various RNA 3 variants or chime-
ras and inoculated to tobacco plants. Virus from infected tobacco was
inoculated to squash cotyledons. The presence of systemic symptoms
was recorded 1 week p.i. RNA 3 transcripts were derived from the
following plasmids to generate the corresponding viruses (in parenthe-
ses): pFny309 (Fny-CMV); pSny3 (FFS-CMV); pSF3a (SF3a-CMV); pSF3Sal
(SF3Sal-CMV); pFS3Sal (FS3Sal-CMV); pFSF3Nhe/Sal (FSF3Nhe/Sal-
CMV); pSFS3Nhe/Sal (SFS3Nhe/Sal-CMV); pFS3Xmn (FS3Xmn-CMV);
pSF3Xmn (SF3Xmn-CMV); and pFny3:51/240 (Fny3:51/240-CMV). Fny-
CMV RNA 3 sequences are indicated by open rectangles and Sny-CMV
RNA 3 sequences are indicated by filled rectangles. Sequences from
pSny3a, a cDNA clone derived separately from pSny3, are shown as a
cross-hatched rectangle. The amino acids at 3a protein positions 51,
170, and 240 are indicated.
the CP or the MP genes, viruses derived from two chime-
ras generated previously between pSny3 and pFny309
(Gal-On et al., 1996), FS3Sal-CMV and SF3Sal-CMV (Fig.
1), were tested for infection on zucchini squash. While
FS3Sal-CMV did infect squash systemically, SF3Sal-CMV
did not (Figs. 1 and 2A). This showed that the sequences
controlling the restriction of infection to the cotyledons
were not in the CP gene, but probably were in the 3a
gene of pSny3.
FIG. 2. Analysis of CMV RNA, MP, and CP accumulation in squashPreviously, we had shown that there were only three
plants after inoculation with CMV containing different RNA 3 variants.amino acid differences encoded between the 3a genes
One week p.i., samples were taken from either the inoculated cotyle-of pSny3 and pFny309, at amino acid positions 51, 170,
dons (c) or the newly formed leaves (l) and were examined for the
and 240 (Fig. 1) (Gal-On et al., 1996). Thus, other RNA 3 presence of the CMV RNAs by Northern blot hybridization with a 32P-
chimeras were tested to further delimit the RNA 3 se- labeled RNA probe complementary to the 3* sequences common to
each CMV RNA (A) and for the presence of 3a MP and CP by immuno-quences involved in the restriction of infection in squash.
probing protein blots with antisera to the 3a protein or the CP of Fny-Bioassays using viruses containing RNA 3 derived from
CMV (B). Plants were inoculated with Fny-CMV (Fny), FFS-CMV (FFS),
chimeras between the NheI and SalI sites of pFny309 FS3Sal-CMV (F/S), SF3Sal-CMV (S/F), or Fny3:51/240-CMV (F51/240).
and pSny3, which exchanged the sequences encoding H, noninoculated squash; M, molecular weight marker proteins. The
arrowhead (in B) indicates the position of the protein specified.amino acid 240, showed that both such chimeric viruses
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subpopulation of molecules previously shown to be pres- viruses. To determine whether there is a difference in
the rate of cell-to-cell movement, leaf-press blots wereent in Sny-CMV RNA 3 (Roossinck and Palukaitis, 1990).
Thus, a cDNA clone, that had been prepared from Sny- done on squash cotyledons 5 days p.i. with Fny-CMV,
FFS-CMV, FS3Sal-CMV, SF3Sal-CMV, and Fny3:51/240-CMV RNAs isolated from infected squash, representing
the 5* 1299 nt of Sny-CMV RNA 3, pSny3a, was ligated CMV (Fig. 3A). As can be seen, Fny-CMV and FS3Sal-
CMV (F/S) spread rapidly throughout the cotyledons,to the CP gene and 3* nontranslated region of Fny-CMV
RNA 3 from the cDNA clone pFny309, to generate the whereas the three viruses that could not infect squash
systemically [FFS-CMV, SF3Sal-CMV (S/F), and Fny3:51/chimera pSF3a (Fig. 1). There was only one nucleotide
difference between the corresponding Sny-CMV RNA 3 240-CMV (F51/240)] were confined to areas the size of
CMV-induced lesions, 5 days p.i. By 9 days p.i., Fny3:51/sequences of pSny3 and pSF3a. This resulted in a differ-
ence at amino acid 240 of the 3a gene, with pSF3a and 240-CMV had spread further in the cotyledons (Fig. 3B),
although it did not engender a systemic infection. ThepFny309 encoding an Ile, while pSny3 encoded a Phe at
this position (Fig. 1). Since virus obtained using tran- pattern of virus accumulation was identical for either viral
RNA (Fig. 3B) or CP for Fny3:51/240-CMV (Fig. 3C) vsscripts derived from the chimeric RNA 3 cDNA clone,
pSF3a, was able to infect squash systemically (Fig. 1), Fny-CMV (Gal-On et al., 1994). However, neither viral RNA
nor CP were detected in blots of the major veins of cotyle-this indicated that the restriction of infection to the cotyle-
dons was affected by differences between sequences of dons infected with Fny 3:51/240-CMV, but both were de-
tected in the veins in blots of cotyledons infected withthe 3a genes of pSny3a and pSny3. These data again
confirm that the encoded amino acid differences present Fny-CMV (Fig. 3; Fig. 4 of Gal-On et al., 1994).
at positions 51 and 170 of the 3a gene are in themselves
Restriction of systemic infection occurs in othernot sufficient to restrict infection of squash to the cotyle-
cucurbit speciesdon. However, since pSny3 and pSny3a differed at only
nucleotide 837 (in the codon for amino acid 240), the The inability of Fny3:51/240-CMV to infect squash sys-
above data also showed that nucleotide sequence differ- temically was not just restricted to the squash cultivar
ences between Fny-CMV RNA 3 and Sny-CMV RNA 3 Black Beauty. Two cultivars of squash as well as one
(Gal-On et al., 1996), neither in the nontranslated regions cultivar each of melon and cucumber showed restricted
nor within the 3a gene, were involved in the restricted infection of Fny3:51/240-CMV vs Fny-CMV (Table 1 and
infection phenotype. data not shown). In the case of squash and melon plants,
the only symptoms observed were infrequent necrotic
CMV MP positions 51 and 240 together affect lesions, while in the case of cucumber, chlorotic, and
restriction of infection in squash occasionally necrotic lesions were seen on upper leaves.
No such restriction of infection was observed in N. glu-A double mutant was previously created which corre-
tinosa, tomato, or pepper (Table 1; solanaceous hostssponded to pFny309 containing a change at both nucleo-
like tobacco). Whether restriction of movement wastides 272 and 837, so that amino acid positions 51 and
unique to cucurbits was not examined, due to the wide240 of the encoded MP were Lys and Phe, respectively,
host range of CMV (Douine et al., 1979).as in pSny3, but position 170 was Tyr, as in the MP
encoded by pFny309 (Gal-On et al., 1996). Virus produced
from this double mutant, Fny3:51/240-CMV was able to TABLE 1
infect tobacco systemically (Gal-On et al., 1996) and to
Systemic Infection of Cucumber Mosaic Virus Fny3:51/240accumulate in the squash cotyledons, but was not able
in Several Solanaceous and Cucurbit Species
to infect squash plants systemically (Figs. 1 and 2A). In
addition, MP and CP of this double mutant accumulated Solanaceous species Cucurbit species Systemic infection
in squash cotyledons, but not in the symptomless leaves
Capsicum annum 10/10a(Fig. 2B). Thus, the sequences encoding amino acids 51
Lycopersicon esculentum 10/10and 240 of the MP are both involved in the interaction(s)
Nicotiana glutinosa 10/10
that lead to CMV infection of squash plants being limited Cucumis melo 3/15b
to the cotyledons. Cucumis sativus 10/10c
Cucurbita pepod 0/18
MP sequence alterations affect the rate of cell-to-cell
a Number of plants showing symptoms over number of plants inocu-movement in squash
lated. Fny-CMV showed typical systemic symptoms (mosaic) on all
inoculated plants.Although the Northern blot hybridization data showed
b While no plants showed a mosaic, three showed a few necroticcomparable levels of accumulation in the squash cotyle-
lesions located adjacent to veins on the first or second systemic leaves.
dons at 7 days p.i. for Fny-CMV vs FFS-CMV and Fny3:51/ c While no plants showed a mosaic, all showed chlorotic lesions
240-CMV (Fig. 2A), it is not clear if the rate of cell-to- (2–6/leaf), some of which became necrotic in older plants.
d cv. Ma*yan.cell movement in squash cotyledons is similar for these
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FIG. 3. Leaf-press analysis of cell-to-cell movement of CMV in squash cotyledons. Cotyledons of zucchini squash plants were inoculated with
Fny-CMV (Fny), FFS-CMV (FFS), FS3Sal-CMV (F/S), SF3Sal-CMV (S/F), or Fny3:51/240-CMV (F51/240). Healthy, noninoculated cotyledon. At 5 (A) or
9 (B, C) days p.i., the abaxial epidermis was peeled and the cotyledons were blotted to nitrocellulose membranes. The membrane was probed with
32P-RNA complementary to the 3* end of each CMV RNA (A and B). The same blot in B was then reprobed with antiserum to the virus CP and a
secondary antiserum conjugated to alkaline phosphatase (C).
DISCUSSION were nearly identical, but transcripts derived from the
two clones exhibited variation that resulted in differentIt has been noted previously that the Sny-strain of CMV
phenotypes. The pSny3a clone contained sequences inwas heterogenous, even after passage through local le-
the 3a gene which allowed Sny-CMV to infect squashsions (Roossinck and Palukaitis, 1990). This was also
systemically, while those present in the 3a gene of pSny3apparent in the behavior of the field-isolated Sny-CMV,
engendered reduced virus movement in squash cotyle-which developed systemic necrosis more rapidly and in
dons, a restriction of systemic infection, and in somea greater fraction of infected plants with each passage
cases, a hypersensitive response. The sequences en-through squash (P. Palukaitis, unpublished data). Alter-
coding the two amino acid determinants of the abovenatively, the variation seen previously could be due to a
phenotype, at positions 51 and 240 of the 3a gene, alsohigh selection efficiency for certain mutants. The nucleo-
conditioned for high accumulation of the 3a protein andtide sequences in the 3a gene of two cDNA clones de-
rived from Sny-CMV RNA 3 (isolated from different hosts) the enhanced distribution of virus in tobacco (Gal-On et
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al., 1996). It also might be predicted that such sequence al., 1995). BMV 3a amino acid position 59 corresponds
to CMV 3a amino acid position 51 in an alignment of thechanges in the MP could affect its ability to increase the
size exclusion volume of plasmodesmata and/or traffic two MPs (Koonin et al., 1991). In BMV, the charged amino
acid at position 59 (Glu) in the MP of the restricted strainitself or RNA from cell-to-cell in microinjection studies
(Ding et al., 1995b). is altered to a neutral amino acid (Gln) in the mutant able
to move systemically in cowpea line TVu-612. CowpeaWhile such might be the case in tobacco, it was clearly
not the case in squash, where the rate of cell-to-cell chlorotic mottle bromovirus has a neutral amino acid
residue (Asn) at the equivalent position (De Jong et al.,movement was reduced. The inability of FFS-CMV,
Fny3:51/240-CMV, and several of the chimeras to infect 1995). In CMV, the charged amino acid Lys is present at
the corresponding position (51) of the movement-re-squash systemically (Fig. 1) was not just due to a reduced
rate of cell-to-cell movement. The extent of virus spread stricted variant, while in Fny-CMV, the neutral residue
Asn is present at position 51 (Fig. 1). Thus, a chargedin the cotyledons of Fny3:51/240-CMV (as well as FFS-
CMV and SF3Sal-CMV) by 5 days p.i. (Fig. 3A) was similar residue at this position in the MP appears to have an
effect on restricting movement in selected hosts.to the extent of spread by Fny-CMV at 1.5 days p.i., by
which time Fny-CMV had already infected the squash The presence of one of the determinants (encoding
amino acid 240) for restricted movement in squash is inplants systemically (Gal-On et al., 1994). While it could
be argued that a delay in local movement might allow a a region not essential for movement (Kaplan et al., 1995).
This is reminiscent of observations with the MP of tomatohost response to be activated that would prevent further
spread, the data in Fig. 3B showed that local movement mosaic tobamovirus and its interaction with the Tm-22
gene in tomato (Weber et al., 1993). In that case, the twocontinued, although systemic movement was inhibited.
Similarly, the slower rate of local movement of wild-type amino acid determinants for resistance breakage were
localized to the region of the MP shown not to be re-Sny-CMV (mapping to RNA 1 of Sny-CMV; Roossinck and
Palukaitis, 1990) only led to a 24-hr delay in the rate of quired for infection. It is not clear why this region of the
MP is maintained for either virus, if it is both unnecessarysystemic infection and a 2- to 3-day delay in the appear-
ance of systemic symptoms (Gal-On et al., 1994). Thus, and contains sequences that induce responses limiting
virus movement. However, since the CMV MP variantsthe delay observed here is in itself unlikely to be suffi-
cient to allow a host response to be activated and prevent that are restricted for movement in cucurbit hosts are
able to accumulate to high levels and potentiate afurther movement. However, there are other possible ex-
planations such as systemic movement being inhibited chronic infection in tobacco (Gal-On et al., 1996), mainte-
nance of seemingly nonfunctional regions of viral MPseither when the cotyledons no longer provide photosyn-
thetic assimilates to the growing leaves or due to devel- may be due to positive selection for sequences within
such domains in other hosts. The requirement for theopmental changes in the phloem.
The inability to detect Fny3:51/240-CMV in the major CMV 2b gene for long-distance movement in cucumber
but not tobacco (Ding et al., 1995a) is another example ofveins of the cotyledons (Figs. 3B and 3C) supports a view
that the specific sequence changes may have affected a host-specific requirement for certain viral sequences.
Perhaps there is also some interaction between the 3athe ability of the MP to promote movement into the vascu-
lature. A reduced rate of long-distance movement of the and 2b proteins for movement in cucurbit hosts that has
yet to be determined.M-strain of tobacco mosaic tobamovirus (TMV) was as-
sociated with a lower efficiency of movement into com-
panion cells of the vascular bundles in the inoculated ACKNOWLEDGMENT
leaf (Ding et al., 1995c), even though in that situation no
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